RNAs. The enlarged FISH signals were detected in LTED cells using the ESR1-BAC probe (green, control) . The signals were not affected by DNase treatment (DNase I), but showed a marked decrease in size by RNase treatment (RNase A). DNA was stained with DAPI. Genomic DNA was completely digested by the DNase. The residual FISH signals after RNase treatment represented ESR1 locus DNA. Thus, the FISH signals were mainly composed of RNAs transcribed from the ESR1 locus. Right panel shows quantification of the FISH signals. (d) RNA-FISH of breast adenocarcinoma cell line HCC1428, probed with ESR1-BAC. Eleanor FISH signals were enlarged with estrogen deprivation for 1 month (HCC1428 LTED), and suppressed with 100 μM resveratrol for 24 h (HCC1428 LTED-RES). Right panel shows quantification of the FISH signals. In (c) and (d) : bar 10 μm, n > 150 nuclei/sample, P-values were calculated using Student' s t-test (***p<0.0001, N. S., not significant). 
PCR primer Sequence
u-Eleanor-c#4-S 5'-GACATCCTTGATGAAGGAGA-3' u-Eleanor-c#4-AS 5'-GCATGGCTAACGAGAGTAAC-3' ESR1 5'UTR-e#2-S 5'-AACCCTTGCCCAGCAAATCA-3' ESR1 5'UTR-e#2-AS 5'-AGATCCACCACACAGCTGAT-3' ESR1-exon1-g-S 5'-ATCAGATCCAAGGGAACGAG-3' ESR1-exon1-g-AS 5'-TCCAGGTAGTAGGGCACCTG -3' APP-S 5'-GCCAAGAAGTCTACCCTGAA-3' APP-AS 5'-AGTTCTGGATGGTCACTGGTT-3'
3C primer Sequence
reference 5'-GTCATCATGTAGTCCTGGGTCT-3' ⅰ 5'-CGTTCTCCAAACTGATGACCA-3' ⅱ 5'-TTGGCTCAAGCCAAGTAGATG-3' ⅲ 5'-GCATACCTAATCAGCTAATTCTG-3' ⅳ 5'-ATGAGTCCTAGCCTATGCTC-3' ⅴ 5'-GGAAACAAAGTCATTACCTC-3' ⅵ 5'-GTGCCAGGATATTTTGAAAA-3' loading control-S 5'-TAACCTGCTCTGACTCGCCT-3' loading control-AS 5'-CAGTCTTTCTGGCACTGTATTC-3' siRNA Target sequence u-Eleanor #1 5'-GGGAAGGAGGUUAAAGUCA-3' u-Eleanor #2 5'-GCUUCUUGUCACCAGUUCG-3' Sirt1 #1 5'-CUUGUACGACGAAGACGAC-3' Sirt1 #2 5'-GCAACAGCAUCUUGCCUGA3' GL3 5'-CUUACGCUGAGUACUUCGA-3' Supplementary
